Figure 1 



ACCase: Large, Complex & Labile 

CT 

— — C 

Ustifago maydis ACCase 



• 3 functional domains; 2 enzymatic reactions: 

BB-biotin binding 

BObiotin carboxylase (*site of soraphen inhibition) 
CT™carboxy transferase 

net reaction, acetyl Co A ■* CC)2 malonyi Go A 

• low abundant and labile protein 




Figure 2 



Soraphen Binds to and Inhibits recombinant 
full-length Ustilago ACCase (pCS11 protein) 



Soraphen inhibition of pCS1 1 
activity 
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Soraphen inhibition of endogenous U. maydis ACCase: Kg = 1.4 nM 

(Heike Behrbohm Ph.D. thesis, Braunschweig Techn. Univ., 1995) 



Figure 3 



pCS8 Binds Soraphen with Similar Affinity as pCS11 
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Figure 4 



Soraphen Binding by a Soluble 
Phytopthora infestans BC domain 


• Expressed as N-terminal His-tagged protein 




• 54% identical, 67% similar to 
Ustilago BC domain 


P. infestans BC domain 
soraphen binding 


* Exhibits high-affinity soraphen binding 

500 ~ 

3 
O 

• Use as additional partition agent g 
to select for broad specificity 5" 


y Kd = 0.40nM 


0- 

( 


) 1000 2000 3000 4000 5000 6000 7000 

cpm added 



Figure 5 



pCS8: Small, Simple & Stable 



BC 8B CT 



BC 

n- hh h h h \-&mmmm$m* c 



• N-terminai His-tag to facilitate purification 

• high expression in E.coli: 20-50 mg per 1 liter culture 

• very stable under laboratory conditions 



PPPDHKAVSQFIGGNPLETAPASPVADFIRKQGGHSVITKVLI 
CMNG I AAVKE I R S I R KW A Y E T F GD E R A I E F T VM AT P E D L KVNA 
D Y I RMADQ YVEVPGGSNNNNYANVDL I VDVAERAGVHAVWAGW 
GHASENPRLPESLAASKHKI IFIGPPGSAMRSLGDKISSTIVA 
QHADVPCMPWSGTGIKETMMSDQGFLTVSDDVYQQACIHTAEE 
GLEKAEKI GYPVM I KAS EGGGGKGI RKCTNGEEFKQL YNAVLG 
EVPGS PVFVMKLAGQARHLEVQLLADQYGNAI S I FGRDCS VQR 
RHQKI I EE APVT I APEDARE SME KAAVRLAKLVGYVS AGTVE W 
LYSPESGEFAFLELNPRLQVEHPTTEMVSGVNIPAAQLQVAMG 
IPLYSIRDIRTLYGMDPRGNEVIDFDFSSPESFKTQRKPQPQG 
HWACRITAENPDTGFKPGMGALTELNFRSSTSTWGYFSVAAS 
GALHEYADSQFGHIFAYGADRSEARKQMVISLKELSIRGDFRT 
TVE YL I KLLETDAFESNKI TTGWLDGL I QDRLTAERP PADLAV 



Figure 6. Amino acid sequence of Ustilago maydis ACCase 
BC Domain (Amino Acids 2-560) (also SEQ ID NO:2) 



MVAEEAPPAADVAAYAETRSDSNPLNYASMEEYVRLQKGTRPITSVL 
IANNGISAVKAIRSIRSWSYEMFADEHWTFWMATPEDLKANAEYI 
RMAEHWEVPGGSNNHNYANVSL 1 1 E I AE R FNVD AVWAGWGHAS ENP 
LLPDTLAQTERKIVFIGPPGKPMRALGDKIGSTI IAQSAKVPTIAWN 
GDGMEVDYKEHDGIPDEIYNAAMLRDGQHCLDECKRIGFPVMIKASE 
GGGGKG I RMVHE E SQVL S AWEAVRGE I PGS P I F VMKLAPKS RHLEVQ 
LLADTYGNAIALSGRDCSVQRRHQKIVEEGPVLAPTQEVWEKMMRAA 
TRLAQEVEYVNAGTVEYLFSELPEDNGNSFFFLELNPRLQVEHPVTE 
M I THVNLPAAQLQVAMG I PLHC I PDVRRL YNKDAFETTVI DFDAE KQ 
KPPHGHVIAARITAEDPNAGFQPTSGAIQELNFRSTPDVWGYFSVDS 
SGQVHEFADSQ I GHLFSWS PTREKARKNMVLALKELS I RGD I HTTVE 
YI VNMMESDDFKYNRI STSWLDERI SHHNEVRLQGRPD 



Figure 7: Amino acid sequence of Phytophthora infestans 
ACCase BC Domain (Amino Acids 1-555) (also SEQ ID NO:4) 



Figure 8: Anion Exchange Chromatography of pCS8 
showing the Ni-NTA-agarose input and the peak 
fractions (F) off of the UNO-Q column (anion 
exchange column). 
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Spectrophotometric assay of E. coli BC 



Assay absorbance traces 
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Figure 9A 
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FIG. 11 
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FIG. 12 
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FIG. 14 



Competition binding of soraphen-conjugates 
to Ustilago BC domain 
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Competition binding of soraphen-conjugates 
to full-length Ustilago ACCase 
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FIG. 15 



Soraphen binding to wild-type and mutant 

S. cerevisiae BC domains 
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FIG. 16 



Soraphen binding to wild-type and mutant 

S. cerevisiae ACCase 
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